Two previously isolated Lactobacillus strains (L. fermentum HM3 from human milk and L. buchneri FD2 from fermented dates), intended as probiotic for human, were assessed for their safety using acute and subacute oral toxicity tests in rats. In addition, their effects on cecal microflora and harmful bacterial enzymes (β-glucuronidase and β-glucosidase) of the tested animals were also determined. The results showed that L. buchneri FD2, L. fermentum HM3, or a mixture of them were safe up to a level of 10 10 CFU/kg BW/day in a 14-day or 28-day treatment period. Both strains were well tolerated and there were no observed adverse effects on growth, feed consumption, cellular blood components and vital organs of the treated animals. The Lactobacillus strains were also able to reduce harmful intestinal bacterial enzymes, and decrease pathogenic bacterial populations while increasing beneficial bacterial populations. These results suggest that the two Lactobacillus strains are safe and could be potential probiotic for human.
Introduction
The definition of probiotics, "live microorganisms that, when administered in adequate amounts, confer a health benefit on the host" [1] , requires probiotic strains to be verified as "safe" because probiotic strains are administered alive and most of them are marketed as food supplements. Lactic acid bacteria, among them Lactobacillus strains, have been used extensively in food processing for a long time through human history. However, their scientific recognition is limited to the recent decades [2] . Although Lactobacillus strains are "Generally Recognized As Safe (GRAS)" [3] , and the safety of these strains are seldom questioned, in recent years some species of this genus, and also from other genera of lactic acid bacteria, were isolated from some infective lesions [4] [5] and these strains might be problematic. Since the safety aspect is very important for every probiotic strain, different methods, including in vitro studies, animal studies, and human clinical studies, have been used for assessing the safety of probiotic bacteria [6] .
In the present study, two previously [7] isolated Lactobacillus strains (L. fermentum HM3 from human milk and L. buchneri FD2 from fermented dates) with the best probiotic attributes, based on the results of the in vitro studies, were selected as potential probiotics for human. The good probiotic traits of these two strains included high tolerance to acid and bile, strong ability to adhere to intestinal epithelial cells and good bioactivities. As these two are new isolated strains, and have no previous history of human consumption or food product use, they cannot automatically be regarded as "safe" sharing the same "GRAS" status as traditional Lactobacillus strains. It is necessary and essential to carry out safety assessment on these new strains as they are intended to be dietary or food supplements for human. Thus, in the present study, a safety assessment of the two Lactobacillus strains using acute and subacute oral toxicity tests in rats was conducted. In addition, their effects on cecal microflora and harmful bacterial enzymes (β-glucuronidase and β-glucosidase) of the tested animals were also determined.
Materials and Methods

Lactobacillus cultures (test products)
The two Lactobacillus strains, L. fermentum HM3 from human milk and L. buchneri FD2 from fermented date, were cultured separately in MRS broth medium (Merck, Germany) and incubated for 24 h at 37°C in anaerobic jars (Oxoid, UK) containing gaspack (AnaeroGen, Oxoid, UK). After incubation, the culture of each strain was centrifuged at 5000 × g for 10 min at 4°C. Supernatants were discarded and cell pellets were washed three times with deionized water. The cell pellets were freeze-dried and kept at -20°C until use. Cell suspensions used were freshly prepared from the freeze-dried stocks every day before gavaged to the animals. For cell suspension preparation, normal saline was used as diluent.
Animals
For acute and subacute oral toxicity studies, 6-to 7-week-old male and female Sprague-Dawley rats were used. They were procured from A-Sapphire Enterprise, Selangor, Malaysia. The animals were separated according to gender and housed in wire-topped plastic cages (47 cm length × 35 cm width × 20 cm height) with appropriate space, and had free access to tap water and standard rodent diet (Specialty Feeds, Glen Forrest, WA, Australia). Both acute and subacute oral toxicity studies were approved by the Ethics Committee of the University Teknologi MARA, and in compliance with the National Research Council's Guide for the Care and Use of Laboratory Animals [8] .
Acute oral toxicity study (single-dose toxicity study)
For the acute oral toxicity study, a total of 20 male and 20 female rats were used. The animals (of each gender) were randomly assigned to four groups of five rats each. After 7 days of acclimatization and fasting for 16 h, each group was administered (by oral gavage) a single dose of one of four treatments. The treatments were: i) 1 ml of normal saline (control), ii) 6 × 10 10 CFU of L. buchneri FD2/kg body weight (BW) in 1 ml of normal saline (FD2), iii) 6 × 10 10 CFU of L. fermentum HM3/kg BW in 1 ml of normal saline (HM3), and iv) 6 × 10 10 CFU of a mixture of both Lactobacillus strains in 1 ml normal saline (1:1, v:v) (FD2+HM3). The rats were given standard rodent diet 3 h after oral gavage of treatments. They were then observed for signs of acute toxicity, changes on skin, fur, eyes and mucous membranes, somatomotor activity, behavior pattern, tremors, convulsions, salivation, diarrhea, lethargy, sleep, changes in gait, and mortality. Observations were made continuously for the first 4 h after treatment, then once daily for 14 days. All animals were weighed on the day of arrival, day 1 of treatment, day 7 and day 14. Feed residual was weighed daily, and the average feed consumption per animal was calculated. On day 15, the animals were anesthetized with diethyl-ether and macroscopic examination of the animals was carried out. This study was performed according to the OECD Guideline for the Testing of Chemicals No. 423, Acute Oral Toxicity, Acute Toxic Class Method, adopted December 17, 2001 [9] .
Subacute oral toxicity study (repeated-dose toxicity study)
Experimental design. The subacute oral toxicity study was a 28-day repeated-dose oral toxicity study. It was performed according to the OECD Guideline for the Testing of Chemicals No. 407, Repeated Dose 28-Day Oral Toxicity Study in Rodents, adopted on 3 October 2008 [10] .
A total of 42 male and 42 female rats were used. The animals of each gender were randomly assigned to seven groups of six rats each. After acclimatization for 7 days, and fasting for 16 h, each group of animals received one of the following seven treatments: i) 1 ml of normal saline CFU/kg BW was designated as low dose (L) and that at 1 × 10 10 CFU/kg BW was designated as high dose (H). General observations. All general observations mentioned in the acute oral toxicity test were also followed for the subacute oral toxicity test, which included any changes in skin and fur, eyes and mucous membranes, respiratory, somatomotor activity, behavior pattern, tremors, convulsions, salivation, diarrhea, lethargy, sleep and changes in gait and posture. Physical parameters such as body weight, feed intake and local injuries, and mortality (if any), were recorded throughout the experimental period.
Hematological and serum biochemistry analyses. At the end of the experiment, animals were anesthetized with diethyl-ether, killed by cardiac puncture and blood was collected for hematology and serum biochemistry analyses. For hematological study, blood was collected in tubes containing K2EDTA and analyzed using an automated hematological analyzer (CELL--DYN 3700 Abbott Diagnostics, USA) for the following parameters: red blood cell count, hemoglobin, packed cell volume, mean corpuscular volume, mean corpuscular hemoglobin concentration, thrombocytes and white blood cell count (including lymphocytes, monocytes, neutrophils and eosinophils).
For serum biochemistry analysis, blood was collected in non-heparinized blood collection tubes, allowed to clot at room temperature, and centrifuged at 3000 × g for 10 min at 4°C after which serum was collected. Serum biochemistry was analyzed using an automatic clinical chemistry analyzer (Hitachi, Japan) for the following parameters: albumin, aspartate aminotransferase, alanine aminotransferase, alkaline phosphatase, total cholesterol, triglycerides, HDL-cholesterol, LDL-cholesterol, glucose, creatinine, total bilirubin, calcium, inorganic phosphorus, urea, total protein and electrolytes, including sodium, potassium and chloride.
Relative organ weights and histopathological examination. After sacrificing the animals, brain, heart, lung, liver, spleen, kidney, adrenal, thymus and intestine (jejunum) of male and female rats; testes, epididymis of male rats; and uterus and ovary of female rats were removed, and gross pathological examination was performed on all organs, including weights of organs, macroscopic appearance and presence of lesions. Relative weight of each organ was calculated as follows:
Relative weight of organ ð%Þ ¼ Weight of organ Live body weight Â 100
Histopathological examination was also performed on the brain, heart, lung, liver, spleen, kidney and jejunum of three male rats and three female rats from the high dose groups (1 × 10 10 CFU of Lactobacillus strains) and control groups. Tissues of organs were fixed in 10%
formalin, dehydrated for 16 h in an automatic tissue processor (Leica ASP 3000, Japan) and embedded in paraffin wax using a paraffin embedding system (Leica EG 1160, Japan). Each sample was cut to 4 μm-thick sections using a rotary microtome (Leica RM 2155, Japan). The sections were fixed on a glass slide, heated at 57°C until dried, stained with haematoxylin and eosin [11] and examined under a light microscope (Dialux, Leitz Wetzlar, Germany). Microbiological analysis of cecal contents. Freshly collected cecal contents of rats were used immediately for enumeration of lactobacilli, bifidobacteria, E. coli, Salmonella and total aerobes using the conventional microbiological (spread plate) method. Briefly, 1 g of cecal content was suspended in 9 ml PBS and vortexed for 1 min. Samples were serially diluted in sterile diluents (0.5% peptone water in distilled water) and 100 μl of 10 −4 to 10 −6 dilutions were streaked on appropriate selective media for enumeration of different groups of bacteria. MRS agar was used for enumeration of lactobacilli, Bifidus Selective agar for bifidobacteria, BrainHeart Infusion agar for total aerobes, Brilliant Green agar for Salmonella and Eosin Methylene Blue agar for E. coli (all media from Sigma, USA, except MRS from Merck, Germany). After incubation in appropriate conditions for each group of bacteria (72 h at 37°C in anaerobic condition for lactobacilli and bifidobacteria, and 48 h at 39°C in aerobic condition for Salmonella, E. coli and total aerobes), colonies on the plates were counted and microbial population was expressed as log CFU/g cecal content.
Harmful intestinal bacterial enzyme assay. Cecal contents freshly collected from the rats were also used immediately for analysis of harmful intestinal bacterial enzymes (β-glucosidase and β-glucuronidase). One gram of cecal content was suspended in 10 ml of PBS (pH 7.2), then centrifuged at 3000 × g for 5 min at room temperature. Supernatants were used for enzyme assays. The assays for β-glucosidase and β-glucuronidase activities were carried out according to the method described by Lee et al. [12] with modifications. Briefly, 0.8 ml of 2 mM p-nitrophenyl-β-D-glucopyranoside (Sigma) (for β-glucosidase activity) or 2 mM p-nitrophenyl-β-D-glucuronide (Sigma) (for β-glucuronidase activity) and 0.2 ml of sample were incubated at 37°C for 1 h. The reaction was stopped by adding 1 ml of 0.5 mol l -1 NaOH, and the mixture was centrifuged at 4000 × g for 10 min at room temperature. The β-glucosidase and β-glucuronidase activities of the supernatant was determined by measuring absorbance at 405 nm using a spectrophotometer. Different concentrations (0, 0.1, 0.2, 0.5, 1 and 10 mmol l -1
) of p-nitrophenol (Sigma) were used for preparation of a standard curve. The enzyme activity was expressed as unit g -1 cecal contents. One unit is defined as the activity required to release 1 μmol l -1 of pnitrophenol in 1 h.
Statistical analysis
Experimental data were analyzed by one-way ANOVA procedure of SAS program (2008) version 9.2. followed by multiple comparison among the means using Duncan's new multiple range test. Differences were considered significant if P < 0.05.
Results
Single-dose acute oral toxicity study
The results of the 14-day single-dose acute oral toxicity study in rats showed that a single oral dose of 6 × 10 10 CFU L. buchneri FD2, L. fermentum HM3 or a mixture of both strains/kg BW did not cause mortality or treatment-related toxicity signs in any of the animals. There was no change in appearance or behavior and there was also no weight loss or loss in feed intake (no significant difference between control and treatment rats) ( Table 1) . At necropsy, all organs examined in both male and female rats were free from any gross pathological changes. Thus, based on the OECD/OCDE guideline No. 423, there was no need to carry out histopathological examination. Generally, there was no evidence of any toxicity in rats given L. buchneri FD2, L. fermentum HM3 or a mixture of the two Lactobacillus strains in the acute oral toxicity study.
Repeated-dose subacute oral toxicity study
General signs. Lactobacillus buchneri FD2, L. fermentum HM3 and their mixture (1:1, w: w) were administered by oral gavage at doses of 1×10 10 CFU/kg BW/day (high dose) and 1×10 9 CFU/kg BW/day (low dose) for 28 consecutive days. No death or treatment-related sign of toxicity was observed in any of the animals throughout the 28-day experimental period. Appearance and behavior of the animals were similar for all groups throughout the study. Body weight and feed consumption. The results of body weights of male and female rats are shown in Tables 2 and 3 , respectively. Body weights of control and treatment male rats were not significantly different from days 1 to 14 of the experiment. However, at day 21, the body weights of male rats receiving high and low doses of FD2, high dose of HM3 and low dose of FD2+HM3 were significantly (P < 0.05) higher than that of control, and at day 28, the body weights of all male rats receiving the Lactobacillus strains treatments were significantly (P < 0.05) more than the control.
Mean body weights of female rats were not significantly different between the control and those given high or low doses of FD2, HM3 or FD2+HM3 throughout the experimental period ( Table 3 ). The results of daily feed consumption of male and female rats are shown in Table 4 . In both male and female rats there were no significant differences between control rats and those given high or low doses of FD2, HM3 or FD2+HM3 throughout the experimental period.
Relative organ weights and histopathological examination. No gross pathological changes were found in rats of all the groups. The relative organ weights of brain, heart, lung, liver, spleen, kidney, adrenal, thymus for male and female rats; testes and epididymis for male rats; and uterus and ovary for female rats were not significantly different (P > 0.05) between the control and all treated groups (Tables 5 and 6 for male and female rats, respectively). Histopathological examination. No histopathological abnormalities or changes were observed in all the groups of animals. No necrosis, fibrosis, loss of normal architecture, atrophy or inflammation was observed in any of the examined organs i.e. brain, heart, lung, liver, spleen, kidney and small intestine in the control and treated groups of both male and female rats. Figs 1-7 show representatives of light micrographs of brain, heart, lung, liver, spleen, kidney and small intestine of rats in the control and treated groups.
Hematology and serum biochemistry analysis. Results of hematological parameters measured such as red blood cell count, hemoglobin, packed cell volume, mean corpuscular volume, mean corpuscular hemoglobin concentration, thrombocytes and white blood cell count (including lymphocytes, monocytes, neutrophils and eosinophils) showed that there were no significant differences between the control and treated groups in both male and female rats ( Table 7) .
Results of the serum biochemical parameters such as albumin, aspartate aminotransferase (AST), alanine aminotransferase (ALT), alkaline phosphatase (ALP), total cholesterol, Values are mean ± SD of 6 replicates a-b Means within a column with no common superscript differ significantly (P < 0. triglycerides, HDL-cholesterol, LDL-cholesterol, glucose, creatinine, total bilirubin, calcium, inorganic phosphorus, urea, total protein and electrolytes, including sodium, potassium and chloride, also showed that there were no significant differences between the control and treated groups in male and female rats (Tables 8 and 9 , respectively). Microbiological analysis of cecal contents. The results of cecal bacterial populations of the rates are shown in Fig 8. Results revealed that the cecal populations of lactobacilli and bifidobacteria were significantly (P < 0.05) higher in the treated groups than in the control groups of both male and female rats. For populations of bifidobacteria, there were no significant differences among the treated groups in both male and female rats. However, for populations of lactobacilli, there were no significant differences among the treated groups in female rats, but in male rats, those receiving high dose of HM3 had significantly (P < 0.05) higher population of cecal lactobacilli than those given low dose of FD2 or low dose of HM3+FD2. Cecal populations of E. coli, Salmonella and aerobes were significantly (P < 0.05) reduced in the treated groups when compared to the control groups in male and female rats, and there were no significant differences among the treated groups in both male and female rats. Harmful cecal bacterial enzymes. The results of the harmful cecal bacterial enzymes, β-glucosidase and β-glucuronidase, are shown in Table 10 for both male and female rats. All rats (male and female) in the treated groups had significantly lower (P < 0.01) concentrations of β-glucuronidase in their cecal contents than the control groups. Among the treatments, male rats given high dose of FD2 had significantly (P < 0.05) lower cecal β-glucuronidase concentration than those receiving low dose of HM3 or FD2+HM3, while in female rats, those receiving high dose of FD2 showed significantly (P < 0.05) lower cecal β-glucuronidase concentration than those given low dose of HM3. Although the amounts of β-glucosidase in the cecal contents of all treated groups were lower than the control, they were not significant (P > 0.05).
Discussion
Despite many Lactobacillus strains are recognized as GRAS [3] and most of them are already used as probiotics in food industry, it has been strongly recommended that new stains should be properly tested for safety before their incorporation into food products [6] . Rat is a standardized physiological and toxicological model of human for different researches because in many cases, its physiology is similar to the corresponding human condition. Hence, usage of rat in researches as a model of human offers many advantages over the mouse and other models [13] . The current study was conducted to assess the safety of two strains of L. fermentum HM3 and L. buchneri DF2, and a mixture of them in a rat model using acute oral toxicity and subacute oral toxicity tests.
Acute toxicity study may provide preliminary toxicity data to determine appropriate dose levels for future repeated-dose oral toxicity studies. Such study may also determine possible target organs that have potential to be affected in toxicity studies of a longer duration. Subacute 28-day repeated-dose oral toxicity study provides information on the possible health hazards likely to arise from repeated exposure over a relatively limited period of time. Table 7 . Hematological parameters of male and female rats 1 . 
Mono.
Eosin. In the present acute oral toxicity study, there was no mortality in the treated rats. There was also no weight losses, behavior or gross pathological changes or evidence of any sign of toxicity in any of the animals. Since acute toxicity data alone are insufficient for safety assessment of a subject, subacute toxicity or repeated-dose study should be carried out after initial information on toxicity has been obtained by acute toxicity testing (OECD/OCDE guideline, 2008). Hence, a 28-day repeated-dose subacute oral toxicity study with two dose levels of 1 × 10 9 (low dose) and 1 × 10 10 CFU/kg BW/day (high dose) of each Lactobacillus strain and their mixture (1:1, w:w) was carried out to further investigate their safety aspects. Based on the results of the repeated-dose subacute oral toxicity study, none of the tested Lactobacillus strains caused any sign of toxicity when fed to rats at a concentration as high as 1×10 10 CFU/kg BW/day (suggested human dose of most probiotics is 10 8 to 10 9 CFU). Generally, during the whole period of the subacute oral toxicity study, no toxicological significant differences between the treated groups and the control were observed in terms of body weight, feed consumption, general and behavioral conditions, hematological and serum biochemical parameters, relative organ weights and gross pathological and histopathological changes. Feed consumption and body weight are good indicators of adverse effects of a substrate in animal studies. Animals which survived cannot lose more than 10% of their initial body weight [14] . In the present subacute oral toxicity study, average weekly feed consumption was similar Table 8 . Serum biochemical parameters of male rats in all groups in both male and female rats. Body weight was also similar in all groups in female rats, but in male rats, all treated groups at day 28 showed significantly higher body weights than the control group. These results indicated that not only there were no adverse effects on feed consumption and normal growth (body weight) of rats given the two Lactobacillus strains, but there were also improved body weights in all male rats given the Lactobacillus strains. Changes in organ weights can be another sign for toxic effects of a test substrate in shortterm toxicity tests [15] . In the present study, there were no significant differences in relative weights of organs (brain, heart, lung, liver, spleen, kidney, adrenal, thymus, testes, epididymis, uterus and ovary) among the treated groups, and between all the treated groups and the controls. This indicated that the two Lactobacillus strains or a mixture of both strains did not cause any adverse effects on any of the organs. This was further supported by histopathological examinations of the organs which did not revealed any abnormalities nor histopathological changes in the organs.
Hematological and serum biochemical data are critically important for determining toxicological effects induced by treatments. Hematological parameters are usually used for determination of infiammation and infections, and serum biochemical parameters are used to detect organ-related problems [16] . Table 9 . Serum biochemical parameters of female rats 1 .
The hematopoietic system is one of the most sensitive targets for toxic substances and is a good measure of the pathological and physiological state in animals and humans. In the current study, results on the hematological parameters demonstrated no significant differences between the treated and control groups. This showed that the two Lactobacillus strains did not have adverse effects on the circulating blood cells and their production.
The liver is the main organ in the detoxification and metabolism of chemicals, and AST, ALT and ALP are important liver enzymes that can be used as good indicators for liver function because any damage in the hepatic cells will results in an increase in the serum levels of these enzymes [15] . Bilirubin is another indicator for liver function. A high level of bilirubin is a sign of a problematic liver. According to the American Association for Clinical Chemistry (AACC, 2001), low levels of albumin and total protein are good indicators for problematic functions of both liver and kidney. Also, low level of total protein may occur in inflammatory bowel disease. High level of urea could be a sign of a problematic kidney, and changes in creatinine levels could reflect kidney problems or problems in muscle mass. Damage or swelling of kidney as well as muscle injury could result in high levels of creatinine [17] . High levels of calcium could be due to bone problems (e.g. cancer spread to the bones or broken bones), hyperthyroidism, sarcoidosis or tuberculosis. However, low levels of calcium could be results of underactive parathyroid gland (hypoparathyroidism), acute inflammation of the pancreas, chronic kidney disease, alkalosis and bone disease. Low levels of phosphorus could be related to hypercalcaemia, high levels of parathyriod hormone, low levels of potassium, rickets and osteomalacia. However, higher than normal levels of phosphate (hyperphosphataemia) may be due to kidney failure, underactive parathyroid gland, abnormally low levels of calcium or diabetic ketoacidosis. Other electrolytes like sodium, potassium, and chloride could also be indicators for kidney function. Some forms of heart disease, muscle problems, nerve problems, and diabetes may cause abnormal concentrations of one or more electrolytes in blood serum. High levels of glucose indicate diabetes [17] .
Since in the present study there were no significant differences between the treated and control groups in terms of hematological and serum biochemical parameters, it was concluded that the use of the two Lactobacillus strains and their mixture at both doses did not have any adverse effects on the internal organ functions.
Another safety concern for probiotic bacteria is the production of potentially harmful intestinal bacterial enzymes such as β-glucosidase and β-glucuronidase [18] . Pathogenic bacteria, particularly E. coli, produce β-glucosidase and β-glucuronidase. Thus, these two harmful bacterial enzymes are commonly found in the intestines of animals. In the present study, rats receiving the Lactobacillus strains had significantly lower amounts of β-glucuronidase than control rats. β-Glucosidase was also numerically lower in the treated rats than control rats. The reduction of these two harmful bacterial enzymes in the treated rats was probably due to the Lactobacillus strains. This is shown by the microbiological analysis of cecal contents of the rats. Rats (both male and female) given the Lactobacillus strains showed significant increase in the populations of beneficial bacteria such as lactobacilli and bifidobacteria, and a reduction of pathogenic bacteria such as Salmonella and E. coli and total aerobic bacteria when compared to control rats. 
Conclusions
The results of the present study demonstrated that L. buchneri FD2, L. fermentum HM3, or a mixture of them were safe up to a level of 10 10 CFU/kg BW/day in a 14-day or 28-day treatment period. Both strains were well tolerated and there were no observed adverse effects on growth, feed consumption, cellular blood components and vital organs of the treated animals. The Lactobacillus strains were also able to reduce harmful intestinal bacterial enzymes, and decrease pathogenic bacterial populations while increasing beneficial bacterial populations. These results suggest that the two Lactobacillus strains are safe and could be potential probiotic for human. However, longer chronic oral toxicity studies as well as pre-clinical and clinical trials are required to validate the safety of these two Lactobacillus strains before they can be used as probiotics for human consumption.
